Melatonin receptors were identified and characterized in crude membrane preparations from lizard brain by using '25I-labeled melatonin (125I-Mel), a potent melatonin agonist. 125I-Mel binding sites were saturable; Scatchard analysis revealed high-affinity and lower affinity binding sites, with apparent Kd of 2.3 ± 1.0 X 10-11 M and 2.06 ± 0.43 x 10-1s M, respectively. Binding was reversible and inhibited by melatonin and closely related analogs but not by serotonin or norepinephrine. The hormone melatonin is produced rhythmically by the vertebrate pineal gland (1, 2). The daily rhythm in melatonin production is synchronized by the environmental light/dark cycle, with increased production and subsequent release into blood occurring at night (1, 2).
tonin-binding sites have been convincingly identified in nervous tissue from chicks (7), rodents (8) (9) (10) (11) , and humans (12) by radioreceptor and autoradiography techniques. Radioreceptor studies show that these putative melatonin receptors reside in the plasma membrane (7, 9, 10) .
For a number of membrane-bound receptors, a family of guanine nucleotide-binding proteins (G proteins) transduces ligand-activated signals to second-messenger effector systems within the cell, ultimately leading to cellular responses (13) (14) (15) . Thus, demonstration of melatonin receptor-G protein coupling is an essential step in elucidating the cellular and molecular mechanisms of melatonin action. Receptor-G protein coupling can be studied by perturbing receptor-G protein interactions with GTP and GTP analogs and examining the effects on agonist binding affinity (13) (14) (15) .
In this report, we characterize high-affinity membranebound melatonin receptors from lizard brain, the richest source of melatonin receptors yet identified. We next provide evidence of G protein coupling to membrane-associated and solubilized receptors. Finally, we use gel filtration chromatography to reaffirm melatonin receptor-G protein coupling and to estimate the molecular size of solubilized receptors.
MATERIALS AND METHODS Animals. Lizards (Anolis carolensis), mud puppies (Necturus maculosus), newts (Notopthalamus viridescens), grass frogs (Rana pipiens), and turtles (Chrysemys) were obtained from Nasco Scientific (Fort Atkinson, WI). Twelve-day-old chicks (Gallus domesticus) were obtained from SPAFAS (Norwich, CT). Male Sprague-Dawley rats (60 days old) were obtained from Charles River Breeding Laboratories.
Preparation of '25I-Mel. Melatonin was iodinated by the method of Vakkuri et al. (6) and purified by high-performance liquid chromatography as described (11 (20) . Analysis of kinetic studies was performed as described by Lanier et al. (21) . We also examined the effects of GTP[yS] on the dissociation rate of 125I-Mel (100 pM) from membrane-bound receptors. GTP[yS] treatment caused a 17% decrease in bound radioactivity after 5 min (Fig. 5 (Fig.  6 ). The first peak was eluted close to the void volume, which corresponded to a Mr > 400,000. The second peak of radioactivity was eluted at a volume corresponding to a Mr ca. 
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